Background: Viruses play an important role in causing respiratory infections in children worldwide. The burden of viruses in respiratory infections among children in Pakistan is unknown, largely due to absence of good quality diagnostic facilities. Common viruses associated with respiratory infections included respiratory syncytial virus (RSV), influenza A/B, along with novel viruses like human metapneumovirus, human coronavirus NL63 and HKU1, and human bocavirus, which have the potential to cause pandemics. Therefore, it is, important to delimit the burden of viral pathogens in respiratory infections among children with viral pneumonia.
Advanced molecular biology techniques offer great advantage as they are more sensitive and have fast turnaround time for the identification of respiratory pathogens. Magpix platform is used to detect respiratory targets in multiplex assay based on the principle of magnetic bead which allows multiplexing of up to 50 unique assays in a single microplate well.
Methods & Materials: Nasopharyngeal swabs of children with acute respiratory infections were collected in viral transport medium and spiked with Bacteriophage MS2 extrinsic control to check the efficacy of nucleic acid amplification. An automated nucleic acid extraction was done using MagNa Pure instrument. xTAG Respiratory Viral Panel fast assay was used for the detection of wide range of viruses and subtypes. Data were analysed using TDAS RVP Fast software (ver. 2.21) and reported as median fluorescent intensity.
Results: Upon testing 734 nasopharyngeal swabs 362(49%) were positive for entero/rhinovirus, followed by 48(6.5%) positive for parainfluenza type III, 46(6.2%) RSV, 38 (5.1%) parainfluenza type IV, 35(4.7%) metapneumovirus, 25 (3.4%) bocavirus, 22 (3%) adenovirus, 19(2.6%) parainfluenza type I, 17 (2.3%) coronavirus OC43, 16(2%) influenza A/B, 7(1%) parainfluenza type II and 5 (0.68%) were positive for other coronaviruses 229E/ NL63/ HKU1.
Conclusion: Multiplex PCR-assay is rapid and sensitive tool for the detection of major respiratory pathogens and helpful in future for vaccine development. The advantage of this system is it has shortened time to perform a wide variety of bioassays, costeffectively and accurately. 
Background:
The association between nasopharyngeal carriage of viruses and mild to moderate lower respiratory tract infections is poorly understood. We explore this association in an ongoing trial of fast breathing pneumonia with an objective to estimate the proportions of viral carriage in children with fast breathing pneumonia Methods & Materials: The study is being conducted in two primary health care centers in low income communities located in Karachi, Pakistan. Children 2 to 59 months old identified to have cough and tachypnea defined by WHO without danger signs and other illness like T.B., asthma, enteric illness are included. Viral carriages are assessed by taking nasopharyngeal swabs and are analyzed using LUMINEX xTAG Respiratory Viral Panel assay. The data has been collected for the period from September 2014 to August 2015.
Results: About 2126 (20%) of children in our community, who presented with respiratory symptoms at primary health center, are tachypnic. From these, 1055 are enrolled, nasopharyngeal results are available on 712 children. Rhinovirus is detected in 49% of the children, followed by Respiratory Syncytial Virus (RSV) in 6%, Human Metapnuemovirus in 5% and Human Bocavirus and Adenovirus in 3% of the cases. ParaInfluenza type III was detected in 7% and type IV in 5% of children, while rest of viral targets are found in ≤ 2% of the cases. The peak of Rhinovirus is found to be corresponding with increased presentation of cough in the months of October and January suggesting a positive epidemiological association. The rise of Human Metapneumovirus can be seen during early summer with peak in May and RSV in late summer (August to October) corresponding to increased episodes of fast breathing pneumonia. The peak of parainfluenza III coincides with increased episodes of tachypnea during January and February and Parainfluenza IV during December, March and May which seems to follow conventional seasonality pattern
